Fixation Immunofluorescence 12. Remove the streptavidin (this can be reused, too). Wash with 4.5ml of PBT for 3 times (15 -30 minutes each) at RT. 13. Fix the embryos in 4.5ml of 3.7% FA+PBS for 30 minutes at RT. 14. Wash with 4.5ml of PBS twice. 15. Dehydrate the specimen. Incubate it in a graded series of ethanol, as follows:
1. Transfer whole embryos or dissected explants into MEMFA or 3.7% FA+PBS in a small glass scintillation vial (Fisher cat# 03-339-25B).
Incubate vial on the nutator at RT, only for 2 hours, and not more than that. Do not leave the embryo in FA for more than 2 hours. Longer incubation in FA will make the embryonic tissue harder and result in a poor penetration of antibodies in the detection process. 
